. Ssa1 and Ssa2 are functionally redundant for Hsf1 repression. Deletion mutants ssa1Δ::KanMX and ssa2Δ::KanMX (otherwise isogenic to BY4741) were transformed with the HSE-lacZ reporter, and grown at 30 ˚C (solid bar) or 37 ˚C (empty bar) for 1 h. β-galactosidase activity was measured to detect Hsf1 induction and is reported as absolute activity in Miller units. Figure S2 . Complementation of ssa1Δssa2Δ phenotypes by SSA1 expresssed using heterologous promoters. (a) Differential complementation based on promoter strength. Strains ssa1Δssa2Δ (ssa1Δ::HIS3, ssa2Δ::LEU2) or the otherwise isogenic parent DS10 transformed with the empty vector or indicated complementation constructs were spotted on SC media in a 10-fold dilution series and incubated at 30 ˚C for 3 days. pCYC is a weak promoter, pTEF intermediate and pGPD robust 1 (b) Relative Ssa1 levels from the three promoters compared to endogenous wild type. DS10 cells carrying the empty vector and ssa1Δssa2Δ carrying the empty vector or indicated complementation constructs were grown to mid-log phase. Protein extracts were prepared by glass-bead lysis and analyzed by SDS-PAGE and immunoblot. Ssa1 levels were detected using anti-Ssa1 antibody. GPD (glucose phosphate dehydrogenase) levels were determined as a loading control. (c) Differential restoration of Hsf1 repression and activation by heterologously expressed Ssa1. The indicated strains were co-transformed with the HSE-lacZ reporter. Cells were left untreated (solid bar), heat shocked at 37 ˚C (empty bar) or exposed to 100 µM Cd 2+ (grey bar). β-galactosidase activity was measured to detect Hsf1 induction and is reported as absolute activity in Miller units. Note hyper-repression of Hsf1 when SSA1 is overexpressed from the GPD promoter. Figure S3 . Functional analysis of SSA1 cysteine mutants. (a) The C15S mutant is nonfunctional whereas C264S, C303S or the C264S/C303S combination mutant compement similar to wild type SSA1. Strain ssa1Δssa2Δ carrying the empty vector or indicated SSA1 mutant constructs were plated on selective SC plates in a dilution series and grown at 30 ˚C for 2 d. (b) Stability of SSA1 cysteine mutants. Strains DS10 or ssa1Δssa2Δ carrying the empty vector or indicated SSA1 mutant constructs were grown to log-phase. Proteins extracts were prepared by glass-bead lysis and analyzed by SDS-PAGE and immunoblot. Ssa1 levels were detected using anti-Ssa1 anybody. GPD levels were used as a loading control. Figure S4 . Functional analysis of SSA1 cysteine oxidation mutants. (a) The C264D/C303D combination mutant is non-functional as compared to wild type SSA1. Strain ssa1Δssa2Δ carrying the empty vector or indicated SSA1 mutant constructs were plated on selective SC plates in a dilution series and grown at 30 ˚C for 2 d. (b) Stability of SSA1 cys to asp mutants. Strain ssa1Δssa2Δ carrying the empty vector or indicated SSA1 mutant constructs were grown to log-phase. Protein extracts were prepared by glass-bead lysis and analyzed by SDS-PAGE and immunoblot. Ssa1 levels were detected using anti-Ssa1 anybody. Pgk1 levels were used as a loading control.
